FliA(H)-HVR cleavage sites in a trypsin-generated E.coli K12 library (n=391) difference relaTve to natural abundance (%) . Minor digestion of bovine fibronectin was apparent over 12 h generating distinct cleavage products (red arrows), including notable conversion of the 440-kDa fibronectin dimer form to the ~240 kDa monomer. The loss of the ~440 dimer indicates that a C-terminal cleavage occurs, potentially at 2403EY↓LGA2407, which matches the PICS determined cleavage specificity (Fig. 4C ). This site lies N-terminal to the Cterminal interchain crosslink sites between Cys2459 and Cys2463 on fibronectin. Notably cleavage was blocked by 5 mM EDTA confirming divalent cation dependency, characteristic of metalloproteinase activity. Moreover, flagellar filament self-proteolysis of structural flagellin by flagellinolysin was also observed (blue arrows), which was not present at 0 h (see also Fig. 4e ) and was lost in the presence of 5 mM EDTA. Recombinant non-polymerized flagellinolysin enzyme displayed no activity on fibronectin (not shown). This suggests that flagellinolysins in their native state, i.e. assembled as a component of flagellar filaments, may cleave specific host proteins and that such cleavages are potentiated by structural changes or by processivity efficiencies acquired following assembly onto a stable platform. Thus, flagellinolysin in the context of full-length flagellar filaments can cleave macromolecular protein substrates as may be present in infected animal tissues or biofilms. Sup. Fig. 8 (right 
FliA(H)-HVR cleavage sites in a GluC-generated E.coli K12 library (n=498)
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